Abstract The aim of this study was to evaluate the influence of the intake of L -arginine alone and of L -arginine with vitamin C on mineral concentration in rats fed with a highfat diet, and to assess the lipid glucose, insulin, and total antioxidant status (TAS) and tumor necrosis factor (TNF) alpha serum levels that result. Wistar rats were assigned to groups fed with either a standard control diet (C), a diet high in fat (FD), a diet high in fat with L -arginine, or a diet high in fat with L -arginine and vitamin C. After 6 weeks, the length and weight of the rats were measured, and the animals were euthanized. The liver, spleen, kidneys, pancreas, heart, and gonads were collected, as were blood samples. The total serum cholesterol, triglyceride, fasting glucose, insulin, TAS, and TNF alpha levels were measured. The tissue calcium, magnesium, iron, zinc, and copper concentrations were determined. It was found that L -arginine supplementation diminished the effect of the modified diet on the concentration of iron in the liver and spleen and of copper in heart. At the same time, it was observed that L -arginine supplementation reduced the effect of the high-fat diet on insulin, TNF alpha, and TAS. The combination of L -arginine and vitamin C produced a similar effect on the mineral levels in the tissues as did Larginine used alone. Moreover, positive correlations between serum insulin and iron in the liver, between TNF alpha and iron in the liver, and between TNF alpha and copper in the heart were observed. The level of TAS in serum was inversely correlated with the copper level in the heart and the iron level in the liver. We concluded that the beneficial influence of Larginine on insulin, TAS, and TNF alpha serum level is associated with changes in the iron and copper status in rats fed with a high-fat diet. No synergistic effect of L -arginine and vitamin C in the biochemical parameters or in the mineral status in rats fed with the modified diet was observed.
Introduction
Unbalanced diets have contributed to the increased prevalence of obesity and other metabolic disorders in the modern world [1] . Experimental and clinical research have shown that highfat diets lead to increased serum glucose, insulin, and triglyceride levels and promote insulin resistance, oxidative stress, and inflammation [2, 3] . Moreover, it has been observed that both the western diet (high in fat, sodium, and sugar) and metabolic disorders are associated with impairments in mineral status [4] . An increasing amount of evidence suggests that mineral disturbances are involved in complex pathogenesis of obesity-related complications. An association has been demonstrated between mineral status on the one hand and antioxidant markers, inflammation markers, glucose metabolism, and lipid metabolism on the other. Recent studies have indicated that it is worth considering mineral control and supplementation in some populations, including patients with obesity and related diseases [5] [6] [7] .
Due to the high incidence of metabolic disorders, compounds that might prevent or treat them are sought for. It is known that a significant deficiency in nitric oxide (NO) is one of the disorders contributing to metabolic syndrome. The substrate for NO synthesis is L -arginine. Increasingly, the evidence points to the potential benefits of the use of Larginine for decreasing oxidative stress, decreasing blood pressure, reducing the severity of atherosclerosis, and improving insulin sensitivity [8] [9] [10] [11] . Its precise mechanism, however, has not yet been fully determined. The potential use of Larginine in patients with obesity and other metabolic disorders seems to be promising, especially when combined with other substances with similar properties-for example, antioxidants [12] [13] [14] . There is a lack of experimental research assessing Larginine supplementation under the condition of metabolic disorders caused by a diet high in fat in rats, and also the influence of L -arginine on mineral status in rats.
Considering the beneficial properties of L -arginine, we have carried out a study to evaluate the influence of L -arginine alone and with vitamin C on mineral status in rats, and to assess the resulting changes in lipid, glucose, insulin, antioxidant, and inflammation status in rats fed with a diet that promotes metabolic disorders.
Materials and Methods
All animal procedures were performed according to approved protocols and in accordance with the recommendations for the proper care and use of laboratory animals. The protocol of the study was approved by the local bioethical commission in Poznań (approval no. 20/2011).
Animals
The experiment was performed using male Wistar rats (8 weeks old, weighing 191±10 g). The rats were purchased from the Department of Toxicology at the Medical University of Poznan, Poland. All rats were housed individually in polycarbonate cages in a room controlled for temperature and humidity on a 12-h light, 12-h dark cycle, designed for the purpose of the study. The indoor animal house temperature was 21±2°C and the relative humidity was 60±5 %. The animals were housed under standard conditions.
Experimental Design
The experiment was performed using 24 male Wistar rats. After a 5-day period of adaptation to laboratory conditions, the rats were randomly divided into four equally sized groups: Group 1, the control (C, n =6): untreated rats, allowed free access to standard diet Group 2, high-fat diet (FD, n =6): received a high-fat diet Group 3, arginine group (FD + ARG; n =6): received a high-fat diet containing 20 g/kg diet of L -arginine Group 4, arginine and vitamin C group (FD+ARG+ VITC; n =6): received a high-fat diet containing 20 g/kg diet of L -arginine and 100 mg/kg diet of vitamin C The animals were fed with either a standard semisynthetic diet based on the AIN-93 M diet [15] or a high-fat diet modified with amounts of fat and sodium chloride. The full composition of the diets is presented in Tables 1 and 2 . Larginine (Curtis Healthcare, Warsaw, Poland) was administered in the diet at a dose of 20 g/kg diet for 6 weeks. Vitamin C (Biofarm, Poznan, Poland) was administered in the diet at a dose of 100 mg/kg diet for 6 weeks. The appropriate value of wheat starch was reduced in the diet-20 g for L -arginine and 100 mg for vitamin C.
All rats were provided ad libitum diet and distilled water for 42 days. Dietary intake was recorded daily, while body weight gain was monitored weekly before food distribution (Table 3) .
Over the whole course of the experiment, the animals were under veterinary supervision.
Tissue and Serum Collection
At the end of the experimental period and following 16 h of fasting, the animals were weighed and anesthetized with a sodium thiopental injection (40 mg/kg body weight), and killed by cardiac puncture. The blood samples were collected in serum-separated tubes for biochemical studies. The blood was left to clot at room temperature for 30 min, and then centrifuged for 15 min at 2,500 rpm at 4°C. The supernatant fluid was then separated. Serum samples were stored at −70°C until analyzed. The liver, spleen, heart, kidneys, pancreas, and gonads were dissected, weighed, and kept frozen at −70°C until mineral content analysis was performed. In all animals, the weight gain and the absolute and relative weight of the tissues was determined. The relative weight of tissues was defined as their percentage of body weight.
Biochemical Measurements
Total cholesterol, triglyceride, and fasting glucose levels in serum were measured using commercial kits (Randox Laboratories Ltd., UK) in the diagnostic laboratory at Poznan, Poland. The concentration of cholesterol and triglycerides in serum was assayed by the enzymatic method (Siemens Healthcare Diagnostics, Erlangen, Germany). Serum glucose concentration was assayed by an enzymatic method involving hexokinase and glucose-6-phosphate dehydrogenase (Siemens Healthcare Diagnostics, Erlangen, Germany).
The plasma concentration of insulin was determined by an enzyme-linked immunosorbent assay, strictly according to the manufacturer's instructions (Demeditec Diagnostic GmbH, Kiel-Wellsee, Germany).
Insulin resistance was estimated using homeostasis model assessment according to the following formula: insulin resistance index = fasting insulin (in micrograms per liter)×fasting glucose (in milligrams per deciliter)/405.
The plasma level of tumor necrosis factor (TNF) alpha was determined by enzyme-linked immunosorbent assay, strictly according to the manufacturer's instructions (R&D Systems, Minneapolis, USA).
The total antioxidant status (TAS) was measured using a TAS Randox kit (Randox Laboratories Ltd., UK) and spectrophotometry (SPECORD M40, Carl Zeiss, Jena, Germany).
Determination of Minerals
The calcium, magnesium, iron, zinc, and copper contents of the tissues were determined after digesting the tissues in 65 % (w/w) spectra pure HNO 3 (Merck) in the Microwave Digestion System (MARS 5, CEM Corp., USA). The concentrations of the minerals in the mineral solutions were then measured using flame atomic absorption spectrometry (AAS-3, Carl Zeiss, Jena, Germany), at the following wavelengths: 422.7 nm for calcium, 285.2 nm for magnesium, 248.3 nm for iron, 213.9 nm for zinc, and 324.8 nm for copper. The accuracy of the method was verified with certified reference materials (pig kidney BCR no. 186, Brussels) and was 92 % for calcium, 98 % for magnesium, 92 % for iron, 95 % for zinc, and 102 % for copper. The concentrations of minerals in the tissues were expressed as wet weights.
Statistical Analysis
A detailed statistical analysis was performed using Statistica for Windows 10.0. The results were expressed as arithmetic means and standard errors. Continuous variables were assessed for normal distribution with the use of the ShapiroWilk test. Differences between means were analyzed by oneway analysis of variance, followed by a post hoc Tukey's test. A value of P <0.05 was regarded as representing a significant difference.
Results
The average intakes of diet and obesity indices were found to be comparable in all groups (Table 3 ). The relative masses of the tissues (as percentages of body mass) were also comparable among the groups (Table 3) .
The results presented in Table 4 demonstrate that 6 weeks of high-fat diet resulted in a significant increase in serum insulin and TNF alpha concentration and a decrease in TAS serum levels, while L -arginine supplementation (both supplemented alone and in combination with vitamin C) diminished the effects of the high-fat diet on insulin, TNF alpha, and TAS. It was observed that L -arginine with vitamin C had a slightly better influence on the biochemical parameters than did Larginine alone. Serum glucose, cholesterol, and triglyceride levels were comparable among the groups. In Table 5 , the results of the mineral concentration analyses of the tissues are given. It was found that the high-fat diet led to a significant increase in the iron concentration in the liver and in the copper level in the heart. At the same time, the level of iron in the spleen markedly decreased under the influence of the high-fat diet. L -arginine supplementation diminished the effect of the modified diet on the concentration of iron in the liver and spleen and copper in the heart (see Table 5 ).
The combination of L -arginine with vitamin C had a similar effect on the mineral level in the tissues as did L -arginine used alone.
Several correlations were found between serum insulin, TAS, and TNF alpha and iron and copper levels in all rats (Table 6 ). Serum insulin positively correlated with the iron level in the liver. The value of the TAS in serum was inversely correlated with the copper level in the heart and the iron level in the liver. Moreover, a positive correlation of TNF alpha level with the iron concentration in the liver, and also with the copper concentration in the heart, was observed.
Discussion
In this study, we have demonstrated that 6 weeks of treatment with L -arginine diminishes the effect of the high-fat diet on insulin serum level, inflammation, and antioxidant status, and was associated with changes in the iron and copper status of rats. This is a new finding of the study. The influence of Larginine supplementation in improving insulin status has also been observed in other experimental and clinical studies [9, 16] . In particular, it has been shown that L -arginine stimulates insulin secretion [17, 18] . In our previous study, we found that supplementation with L -arginine increases antioxidant status in obese patients [13] . The antioxidant effects of L -arginine could be due to the decreasing intensity of radical reactions or of antioxidative-enzyme induction in the body of rats on a high-fat diet. It is also known that L -arginine may reduce superoxide anion release from endothelial cells, and thus affect the lowering of oxidative stress [19, 20] . L -arginine may lower the amount of free oxygen radicals, and can thus inhibit tissue damage and decrease inflammation status in rats, which can promote negative metabolic changes. Increasing amounts of evidence confirm the anti-inflammatory and antioxidant properties of L -arginine [21] [22] [23] .
In this study, it was also found that vitamin C did not significantly impact the effect of L -arginine on insulin, TAS, TNF alpha, or minerals in rats fed with the high-fat diet. The combination showed only slightly better effects on insulin, TNF alpha, and TAS. The results we obtained were not expected, especially as other studies have shown a beneficial synergistic effect of the administration of antioxidants with Larginine [12, 22, 24, 25] . However, the conditions in these other studies differed from those obtained in our research. It is possible that a longer experimental period would reveal significant differences between the use of L -arginine alone and of L -arginine combined with vitamin C. Another explanation is possibly the lack of synergistic effect of vitamin C and arginine. Fan X. et al. [26, 27] have obtained strong evidence for that hypothesis that the accumulation of ascorbic acid oxidation products that show high reactivity with proteins is responsible for the formation of crystalline adducts and crosslinks in vivo. On one hand, various studies clearly suggest that vitamin C is beneficial for decreasing the risk of cataractogenesis, in particular under conditions that favor oxidant stress [28] . The proposed mechanisms include the scavenging of free radicals by the vitamin itself or in conjunction with glutathione. On the other hand, it has been observed that, under some clinical conditions, when the cell's defenses are weakened by diabetes, end-stage renal disease, or poor nutrition, vitamin C can inflict damage [26] . It seems probable that the high-fat diet used in our experiment could predispose to carbonyl and oxidant stress, and is also associated with ascorbic acid oxidation products.
The results of this study show that the influence of Larginine in rats, whether alone or with vitamin C, on TAS and TNF alpha is strongly associated with changes in iron and copper status. It was observed that the modified diet high in fat and sodium, which promoted negative metabolic changes, induced the displacement of iron ions from the spleen to the liver and the accumulation of copper ions in the heart. These changes in iron and copper levels in the liver and heart may negatively influence oxidative stress and inflammation in these tissues. Iron ions participate in the generation of free radicals, which may damage hepatic cells and decrease antioxidant status, while increasing inflammation in the body [29] [30] [31] . Similarly, the increase in copper concentration in the heart of the rats fed with the high-fat diet might induce oxidative stress in this tissue, and thus determine an inflammatory response [32] .
In this study, it was found that L -arginine decreased the displacement of iron ions between the spleen and the liver and inhibited the accumulation of copper in the heart, in rats fed with the modified diet. The mechanism of the influence of Larginine on iron and copper ions is so far unknown to us, though it may be connected with the antioxidative and antiinflammatory properties of L -arginine [12] . It could also be linked to the fact that arginine is a substrate in the synthesis of nitric oxide. Other authors have suggested that NO may play an important role in iron metabolism [33] . Xiao et al. [33] found a negative correlation between plasma NO and iron concentration under conditions of L -arginine supplementation in exercised rats, such that increases in NO levels during exercise during L -arginine supplementation were found to lead to decreased catalytic iron concentration in the liver and increases in catalytic iron concentration in the spleen. Xiao et al. [33] also observed changes in nonheme iron and storage iron in the tissues of rats.
In our previous clinical study, we suggested that changes in the concentration of minerals under the influence of L -arginine may be linked to the impact of arginine in improving insulin secretion [6] . In that study, we observed decreases in copper serum concentration following L -arginine supplementation. The results of the present study show that the relation between copper and insulin following L -arginine treatment is rather indirect. However, the change in copper status is directly connected with the change in TAS and TNF alpha level. Other studies support the hypothesis of elevated iron stores, as well as inflammation and oxidative stress, in the development of insulin status disorders [6, 34, 35] . The changes in both iron and copper following the L -arginine supplementation observed in this study may be associated with metabolic relationships between these elements [36, 37] . Moreover, the concentration of iron and copper in serum and the tissues is associated with inflammatory and oxidative stress and with changes in the levels of these minerals involving amendments in the parameters of inflammation and antioxidant status [31, 38] .
Our results here show the influence of L -arginine on insulin status and its effect on TAS and inflammation, which is strongly connected with the changes in the iron and copper status of rats fed with the high-fat diet. The direct mechanism responsible for the change in minerals following L -arginine supplementation needs further investigation.
The data obtained in this study is a new finding regarding the influence of L -arginine, with and without another antioxidant, on mineral metabolism in rats with a diet that promotes metabolic disorders.
This study has its limitations. We did not evaluate mineral levels in the serum of rats. Ferritin, ceruloplasmin, and mineral-dependent enzymes (e.g., superoxide dismutase and catalase), alongside other mineral metabolism parameters and inflammation and antioxidant markers, were not assessed. The determination of these parameters would allow a broader discussion on the impact of L -arginine on mineral status in rats fed with a high-fat diet. Moreover, in this experiment, the effect of combining L -arginine and vitamin C was studied on only one selected level. In further studies, it would be useful to use different doses of L -arginine in combination with other antioxidants. In conclusion, the beneficial influence of L -arginine on insulin, TAS, and TNF alpha serum level is associated with changes in iron and copper status in rats fed a high-fat diet. The effect on mineral status and biochemical parameters of the administration of L -arginine with vitamin C is similar to that of supplementation with L -arginine alone in rats fed with the modified diet promoting negative metabolic changes.
